Treatment of Staphylococcus simulans biovar staphylolyticus cells with acetone before digestion with lysozyme made the cells susceptible to lysis by sodium dodecyl sulfate. This technique was found to be useful for releasing DNA from a wide variety of gram-positive and gram-negative organisms.
The lack of a procedure for release of high-molecularweight DNA from Staphylococcus simulans biovar staphylolyticus ("S. staphylolyticus" [15] ) has hindered molecular genetic studies of exoprotein production by this organism. Lysostaphin is routinely used to release intracellular components from other staphylococcal cells (4, 6, 10) , but S. simulans biovar staphylolyticus, the lysostaphinproducing organism, is quite resistant to this bacteriolytic preparation (5, 13).
Bhaduri and Demchick (1) recently reported a simple and rapid method for disruption of bacteria to release intracellular protein. This procedure involves treatment of the cells with acetone and subsequent extraction of cellular proteins with sodium dodecyl sulfate (SDS). We tested their procedure for its ability to release DNA from S. simulans biovar staphylolyticus, but very little DNA could be detected. However, the possibility existed that extraction with acetone might increase the susceptibility of the cells to digestion by bacteriolytic enzymes. In fact, Staphylococcus aureus cells have been extracted with acetone and then with alcohol before lysis by lysostaphin (14) , although the roles of the solvent treatments are unclear. Upon testing we found that acetone-extracted, lysozyme-digested S. simulans biovar staphylolyticus cells were readily lysed by addition of SDS, thereby releasing DNA.
Small-scale preparations of DNA from S. simulans biovar staphylolyticus for analytical purposes were made as follows. A (9) .
For preparative-scale purification of DNA from S. simulans biovar staphylolyticus, 100 ml of culture was used. All centrifugations were performed with an RC-5B centrifuge with an SS-34 rotor (Ivan Sorvall, Inc., Norwalk, Conn.). Samples were prepared essentially as described above, with the following modifications. After the addition of SDS, the samples were mixed twice for 30 s each with a vortex mixer at full speed, as recommended by Olsen et al. (12) . This treatment shears the chromosomal DNA to minimize its precipitation with cellular debris. After the addition of NaCl, the mixture was kept at -20°C overnight and was then centrifuged at 12,000 rpm at 4°C for 45 min. After treatment of the supernatant with RNase A and proteinase K, the chloroform-isoamyl alcohol extractions were performed with 2 volumes per extraction, and the ether extraction was omitted. Centrifugation after the ethanol precipitation was at 12,000 rpm and 4°C for 45 min. After vacuum desiccation, the DNA was suspended in 1 ml of TE buffer and dialyzed against 1 liter of the same buffer at 4°C for 2 h and then against 1 liter of fresh TE buffer at 4°C overnight.
The procedure of Bhaduri and Demchick (1) yielded very little DNA from S. simulans biovar staphylolyticus (Fig. 1A,  lane 2) . However, the analytical procedure described above, which involved lysozyme digestion after the acetone extraction, did release a large amount of DNA (Fig. 1A, lane 3) . Electrophoretic analysis revealed the presence of chromosomal DNA and at least six discrete bands of extrachromosomal DNA. It was deduced that the intense band was chromosomal DNA by its presence in large amounts in all preparations and its relative position in the gels and because EcoRI digestion of a preparation similar to that shown in adenovirus 2 DNA. This is of appropriate size for the preparation of random genomic fragments for cloning. As expected, the shearing step in the preparative procedure increased the yield of chromosomal DNA by decreasing its precipitation with cellular debris (12) . The increased recovery of chromosomal DNA by this procedure caused a decrease in the relative concentrations of plasmid DNAs to the point that these bands often were only marginally detectable, even on overloaded gels. Furthermore, the excess chromosomal DNA on such overloaded gels sometimes obscured the large-plasmid bands. Finally, the ability to detect the large plasmids may have been even further decreased by their having been sheared to molecules that were not resolved from chromosomal DNA fragments.
We tested the general applicability of the analytical procedure developed for preparation of DNA from S. simulans biovar staphylolyticus. The strains and growth conditions that were used are given in Table 1 . The analytical procedure released DNA from a variety of gram-positive organisms (Fig. 2) . This procedure was also found to be effective in releasing DNA from a variety of gram-negative organisms (data not shown). Although many of these gram-negative organisms yield DNA without preliminary acetone extraction, this step may be useful for strains that are ineffectively lysed by procedures that use only lysozyme and a detergent.
To determine whether exposure of cells to acetone altered the native biochemical or biological properties of DNA, susceptibility to restriction endonuclease digestion and the ability to transform were tested. Because the analytical and preparative procedures described above yielded chromosomal fragments that would interfere in restriction endonuclease analysis, plasmid DNA was specifically purified by the procedure of Birnboim (2) . Plasmid pBR322 DNA was released from Escherichia coli DH1 cells that either were or were not treated with acetone. The electrophoretic patterns of EcoRI and HincIl fragments obtained from these preparations by digestion under the conditions recommended by the supplier (Bethesda Research Laboratories) are shown in Fig. 3 . The patterns obtained from both preparations were 
